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K%

100050
100081

pCZA168 bia tsr Tn5096 ColEI rep Strep rep"

120 S. Streptomyces hygrospinocus var. beijingen-
sis REF220 S. Streptomyces hygro-
scopicus var. 10—22 pl]702 tsr mel © REF220
pgDNA REF220 plJ702 plJ702 RF220
RF220
-70C 4 pCZA168
4 pCZA168 DNA 5.0~6.0kb
pWZHI102 tsr Tn5096 strep rep® pWZH102 Tn5096
RF220 168 2
Tn5096
Q78 A 0001 —6209 1999 06—0510—14
RE220 120
120
Tn5096
RE220 DNA
REF220 DNA Tn5096
pCZA168 REF220 Tn5096  RF220
1
1.1
S. hygrospinocus var. beijingensis RF220 120
10—22
N-103 ! plJ702 mel
tsr ! pCZA168 *  bla tsr Tn5096 ColEI rep
strep rep® C. R. Hutchionson
1.2
1.2.1 CM ’ RF220
* No. 39470010
1998-02-26 1998-04-20
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1.2.2 SRI12 10g 15g Sucrose
103g KH,PO, 2g MgSO, 0.25¢ NH, ,HPO, 4g CaCO; 1g 15¢ 1L
1.2.3 YEME °? 10%

1.2.4 plJ702 RF220 R2YE 3
1.2.5 RF220 10g 20g 2.0g NH, ,SO, 3¢g
NaCl 3g KH,PO, 0.2g CaCO; 4g 1L
1.2.6 200 g 20 g 15¢g
1000mL pH7.5 1.0X10°Pa 20min
1.3
1.3.1 DNA 34
1.3.2  RF220 pWZH102 YEME -20T
3
1.3.3 REF220 pl]702 pl]702
R2YE
pl]702
1.3.4 Tn5096 RF220 pWZH102  RF220
Am25pg mL CM 29C 72h

39C 15~16d sector
1.3.5 RF220 CM
50mL 250mL RF220 28T 220r min
60h
1.3.6 120 100mL ImL Saccha-
romyces cerevisiae  AS2.142 509% 9cm

15mL 6 30TC 14
~16h 120
2
2.1 DNA

pCZA168 - RE220 DNA
1pg  pCZA168DNA RE220
- > pl]702
! TK24 plJ702
10—-22 ATCC10745  pl]702
10° ~10* pgDNA  N-103  10-22
p1J702 N-103 10-22 ! N-103 p1J702
REF220 10 pgDNA RE220
plJ702 plJ702 RF220 nC7ZA168

© RERSE

A ITRFTRTI S %88 htto://journals. im.ac.on



512 39

plJ702 REF220 REF220
DNA plJ702  10-22 !
REF220 RF220 SR12
R2YE
2.2 RF220 pCZA168
Brevibacterium tianji-
nese T6-13 Corynebacterium pekinense 6
RE220 0.5% 0pg mLL Ap  YEME
plJ702  RF220 -70C pCZA168
pCZA168 pCZA168 EcoRV
5.0~6.0kb 1 pWZH102 tsr Tn5096 strep rep"
pWZH102 DH5«a
pCZA168 pWZH102
pWZH102  pCZA168 Hind Il

pWZH102 2.

Hindlll

1 pWZH102  EcoRV
Fig.1 Enzyme digestion of plasmid pWZH102
with EcoRV

1.pCZA 168 2.pWZH102 3.ADNA Hind lll

4.pWZH102 EcoRV 5.pCZA168 EcoRV.
2 pWZH102

Fig.2 Restriction map of plasmid pWZH102

pCZA168 RF220 pWZH102
CM Thio 20pg mL 29C 39T 29C 48h
39C 8d pWZH102
Tn5096 Am" Am pWZH102
RF220 1 400 Am Am"
pCZA168 RF220
pWZH102 pCZA168 S. lividans
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TK24 1 120
pCZ A168 RF220 Table 1 The results of fermentation of 120 mutants with transposon
RF220 K
Variation of fermentation title Number of strain ~ Proportion
DNA >150% 1.2
2.3 Tn5096 RF220 125~150% 1.2
pWZH102 100~125% 3.0
C 75~100% 25 14.9
34 50~75% 91 54.2
39T 25~50% 36 21.4
RF220 Am <25% 3.0
o 0 1.2
Am 39C 100%
DNA Tn5096
Tn5096 Am" RF220 pWZH102
CM Am25pg mL 28C 72h 39T 15~16d
sector sectors Am 39C
pWZH102 168
168 Tn5096
2 120 5 120
9 120 1
Tn5096 RE220 120
3
pCZA168 RE220 plJ702
RE220 DNA REF220
—-70C
RE220 DNA
pCZA168 RE220 DNA RE220
DNA pCZA168 RE220
pCZA168 DNA pCZA168 RE220
isr
Thio pCZA168
¢ " region preference Tn5096
7 sectors Tn5096
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TRANSPOSITION OF Tn5096 IN A AGRICULTURAL ANTIBIOTIC 120
'RODUCER STREPTOMYCES HYGROSPINOCUS VAR. BEIJINGENSIS RF220

Zhang Yinglu Zhu Changxiong” Bai Lanfang Wang Yiguang
Institute of Medicinal Biotechnology CAMSEPUMC Beijing 100050
* Institute of Biological Protection CAAS Beijing 100081

Abstract No transformant was obtained when pCZA168 bla tsr Tn5096 ColEI rep.
Strep rep® was used to transform S. hygropinocus RE220. pIJ702 isolated from S. hygro-
scopicus N103 was transformed into RF220 at a low frequency. plJ702 plasmid was cured in
RF220 transformant and it was re-transformed into its cured FR220 strain but the transfor-
mation frequency was not increased significantly suggesting that restriciton-modification
system in FR220 was existent and complicated. Four transformants containing pCZA168
were obtained when the RF220 strain was grown in medium with ampicillin glycine and
the protoplast was stored at —70°C . Restriction analysis of plasmid from transformants indi-
cated that the DNA fragment from E. coli in pCZA168 was deleted. With transposition of
Tn5096 two mutants blocked in antibiotic biosynthesis of 120 and some mutants with varia-
tion in antibiotic level were obtained this showed that the Tn5096 transposed in different
positions of chromosomal DNA in RF220 and resulted in the production of 120 in different
level.

Key words Restriction-modification system  Streptomyces hygrospinocus Transposon

Tn5096
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